This research describes an investigation of the antipyretic and hepatoprotective properties of both a crude organic extract and various subfractions of the ethnomedicinal plant Tinospora crispa, using appropriate animal models. In an attempt to identify potential lead hepatoprotective compounds, in silico experiments were utilized.
| INTRODUC TI ON
Plants represent a vast source of phytochemicals, some of which may potentially be applied as natural therapeutic agents to treat various diseases. Bioactive phytoconstituents include alkaloids, tannins, vitamins, nucleosides, terpenoids, and sterols, which exhibit diverse pharmacological responses (Rice-evans, Miller, Bolwell, Bramley, & Pridham, 1995) . Within traditional medicine systems, plants are used for diverse reasons; among them, for hepatoprotective purposes and to treat fevers (Singhal & Gupta, 2012) .
Pyrexia is a general clinical sign designated by the rise of body temperature beyond the normal range. Through this process, the body creates a suitable milieu for natural defense mechanisms, to facilitate repair of damaged tissue or to render infectious agents nonviable. Infected or damaged tissues produce different inflammatory mediators (cytokines including interleukin 1β, interferons α and β, TNF-α), increasing the synthesis of prostaglandin E2 (PGE2) in the hypothalamus which causes the rise of body temperature (Khan, Rahman, & Islam, 2008) . Almost all current antipyretic drugs block the synthesis of PGE2 via inhibition of the enzyme cyclooxygenase-2 (COX-2). Most of these therapeutic agents bind irreversibly with the enzyme COX-2. Therefore, these synthetic agents are potentially toxic to the cortex of the brain, to muscles of the heart, to liver cells, and to the glomeruli. In contrast, it has been asserted that natural COX-2 inhibitors have relatively less adverse effects (Emran, Dash, Uddin, & Rahman, 2018; Luo, He, & Bohlin, 2005) .
The liver is the dominant organ associated with the metabolism of several types of xenobiotics. Biochemical events involved in metabolic processes include oxidation, reduction, hydrolysis, hydroxylation, sulfonation, acylation, and conjugation. Adverse changes in these metabolic functions are associated with the deterioration of hepatic parenchymal cells and hepatic injury (Wolf, 1999) . Hepatic injury can be prompted by several infectious organisms, for example, viruses and by various hepatotoxins including CCl 4 , acetaminophen, thioacetamide, and ethanol, which are primarily metabolized by cytochrome P450 enzymes (Feijóo et al., 2010) . Among these noxious agents, CCl 4 is commonly used to induce hepatotoxicity in animal models, and also in the investigation of the role, lipid peroxidation plays in liver injury.
An example of a plant used in traditional medicine to treat febrile illness is Tinospora crispa Miers., a member of the family Menispermaceae. It is locally known as gulancha and is a lofty, woody, entirely glabrous climber (Yusuf, Chowdhury, Wahab, & Begum, 1994) . The plant is indigenous to Eastern China, Bangladesh, India, Thailand, and Malaysia. Various phytochemicals, including alkaloids, lignans, triterpenes, nucleosides, and sterols, are known to be present in the plant (Ahmad, Jantan, & Bukhari, 2016) . Previous research has shown that the methanol extract of the plant has significant antioxidant properties (Ahmad et al., 2016) , while other species of the Menispermaceae such as Tinospora cordifolia and Tinospora sinensis have also been shown to possess significant hepatoprotective activities (Bishayi, Roychowdhury, Ghosh, & Sengupta, 2002; Nagarkar et al., 2013) . Conversely, other workers have suggested that the stem juice of T. crispa possesses significant hepatotoxicity (Huang, Tu, Wang, & Huang, 2019) . Various compounds, including furanoditerpenoids, have been implicated as responsible for this documented toxicity (Fukuda, Yonemitsu, & Kimura, 1993; Stickel, Patsenker, & Schuppan, 2005) . These published reports are important when one considers the ethnobotanical role and uses of T. crispa.
A decoction of the plant is employed for a variety of uses, primarily as a tonic and febrifuge, with the stem also given as a blood purifier and also to treat stomach disorders in the Khagrachari region of Bangladesh (Yusuf et al., 1994) , while the tribal people of the Lawachara National Park in Mowlavi Bazar, Bangladesh, use the plant to alleviate abdominal pains and use an infusion of the plant as in the treatment of diabetes. Many variables may impact the bioactivity and safety of such remedies; among these, the nature of the prepared extracts and their posology. Moreover, the plant contains a plethora of phytoconstituents (Ahmad et al., 2016) .
Therefore, in this present study, in an attempt to rationalize its indigenous use as a febrifuge, we sought to assess the antipyretic activity of both the methanol extract of T. crispa (METC) and various subfractions, namely the n-hexane (NHFTC), chloroform (CFTC), and pet ether fractions (PEFTC). Furthermore, to explore the effects of METC and selected phytoconstituents on hepatic function, we investigated hepatoprotective activity using both a CCl 4 -induced hepatotoxicity model and in silico analysis.
| ME THODS AND MATERIAL S

| Collection of plant materials
The whole plant of T. crispa was collected at the mature stage from the Lawachara National Park, Moulavi Bazar, Bangladesh, on January 2018. The plant was authenticated by Dr. Shaikh Bokhtear Uddin, Taxonomist and Professor, Department of Botany, University of Chittagong, Chittagong-4331, Bangladesh. The plant parts were chopped into small pieces, washed thoroughly with water, and then dried in the shade at 21-30°C for 15 days. Later, the materials were dried in an oven at a low temperature to facilitate grinding.
Afterward, the plant fragments were crushed using a mechanical grinder (Moulinex three-in-one grinder, China) and then passed through a size 60 mesh screen to obtain a fine powder. Finally, the powder was stored in an air-tight container for future use.
| Preparation of sample
The fine powder of the whole plant of T. crispa (600 g) was put in a clean Erlenmeyer flask (5 L) and soaked in 4 L of methanol for 15 days at room temperature with occasional shaking and stirring.
The mixture was first filtered through a cotton plug, followed by a Whatman no. 1 filter paper. The filtrate was evaporated to dryness in a Heidorph rotary evaporator at 45°C, to obtain a concentrated extract. The semi-solid extract was then air-dried to obtain a solid residue. From this methanolic extract (METC), three subfractions were prepared, using sequential extraction with pet ether (PEFTC), chloroform (CFTC), and n-hexane (NHFTC). All test samples, extracts, and standards for in vivo testing were formulated in normal saline using dimethyl sulfoxide (DMSO) and Tween 80 as cosolvents.
| Chemicals and reagents
Methanol, pet ether, n-hexane, chloroform, and CCl 4 were purchased from Merck; paracetamol and silymarin were from Square Pharmaceuticals Limited. Normal saline solution (0.9% NaCl) was obtained from Orion Infusion Ltd. DMSO and Tween 80 were from BDH Chemicals, and the rest of the chemicals used were of analytical grade and from either BDH Fluka Chemie GmbH or Merck.
| Experimental animals
Swiss albino mice (weighing 25-30 g, aged 4-5 weeks) and albino Wistar rats (weighing 150-200 g) and of either sex were used during the study. They were collected from the Animal Laboratory, Jahangirnagar University, Dhaka, Bangladesh. The animals were kept in groups of five in controlled laboratory conditions (12-hr dark/12-hr light cycle; temperature 25 ± 2°C) for 7 days for acclimatization.
The animals were given standard feed and water ad libitium. The animals were fasted overnight and were weighed before the experi- 
| Acute toxicity studies
An acute oral toxicity study was performed according to the OECD guidelines for the testing of chemicals, Test No. 423 (OECD, 2001;  Acute oral toxicity-acute toxic class method). A total of five animals used in the toxicity study received a single oral dose of either 500 mg/kg b.w., 1,000 mg/kg b.w., 1,500 mg/kg b.w., or 2000 mg/ kg b.w. of T. crispa extract. Following dosing, food was withheld for 3 to 4 hr. The individual animals were closely observed during the first 30 min after dosing, periodically for the first 24 hr, after that for 3 days to record any delayed toxicity. Other changes, including in skin and fur, eyes and mucous membranes, respiratory and circulatory rate or autonomic and CNS function, were observed. The median lethal dose was used (LD50 > 2.0 g/kg) to calculate the effective therapeutic dose, as described by Zaoui et al., 2002. 
| Antipyretic testing
The antipyretic activity of METC and its various subfractions were evaluated in Swiss albino mice (25-30 g) of either sex by inducing pyrexia via the administration of Brewer's yeast suspension. The animals were divided into ten groups, each having five mice. Normal body temperature was recorded with the help of a digital thermometer, with pyrexia induced thereafter by the administration of a 20% aqueous suspension of Brewer's yeast (10 ml/kg, s.c.). All groups were fasted overnight but allowed free access to drinking water, and after 18h, the rectal temperature of each mouse was recorded. An induction of pyrexia was confirmed by the elevation of temperature more than 0.5ºC (Kang et al., 2008) . Group I received normal saline (10 ml/kg) as a negative control, group II received paracetamol (150 mg/kg) as a standard drug while the remaining groups III-X received METC, CFTC, PEFTC, or NHFTC, at 200 mg/kg or 400 mg/ kg, respectively. After the administration of control, standard, and test samples, the rectal temperature was recorded at 1 hr, 2 hr, 3 hr, and 4 hr.
| In vivo hepatoprotective activity
A total of 30 (thirty) rats were divided into six groups of five rats each. 
| Measurement of serum biochemical parameters
The activities of serum glutamic-pyruvic transaminase (SGPT), serum glutamic oxaloacetate transaminase (SGOT), alkaline phosphatase (ALP), and total bilirubin (TB) were determined using the Hitachi 912 clinical chemistry automatic analyzer (Roche Diagnostic GmbH, Mannheim, Germany).
| Assessment of lipid peroxidation and superoxide dismutase (SOD)
The excised livers were perfused with chilled normal saline to remove any blood cells. They were then cut into small pieces, placed in 0.1M phosphate buffer (pH 7.4), and homogenized. The homogenate was centrifuged at 1,008 g for 15 min, and the supernatant was collected in an Eppendorf tube. The supernatant was again centrifuged at 16,128 g for 30 min. The final supernatant was used for the determination of MDA as a lipid peroxidation marker, while SOD was also assayed (Smyth et al., 2008; Wu, Li, Wen, & Li, 2007; Zeashan, Amresh, Singh, & Rao, 2008) .
| In silico experiment to predict the activity spectra for substances (PASS)
Structures of all (nine) selected phytoconstituents, namely cycloeucalenol, genkwanin, makisterone C, secoisolariciresinol, syringin, tinocrisposide A, borapetoside B, rumphioside B, and rumphioside C (see Figure 1 ) (Ahmad et al., 2016; Cavin, Hostettmann, Dyatmyko, & Potterat, 1998; Chung, 2011; Kongkathip et al., 2002; Martin, Ohtani, Kasai, & Yamasaki, 1996; Pachaly, Adnan, & Will, 1992; Umi Kalsom & Noor, 1995) were obtained from the PubChem database and subjected for evaluation of their hepatoprotective activities using the PASS program. This experiment predicts a compound's activity spectrum as probable activity (P a ) or probable inactivity (P i ) (Ahmed et al., 2019; Mojumdar et al., 2016) . The results are based on a structure-activity relationship (SAR) analysis of the training set, which consists of more than 180,000 compounds showing greater than 3678 types of biological activities (Parasuraman, 2011) . The values of P a and P i lie within the range 0.000 to 1.000. When P a is greater than P i , the compound is thought to be experimentally active. P a > 0.7 indicates the probability of pharmacological potential is rich with values 0.5 < P a <0.7 reflecting considerable pharmacological effects experimentally. P a < 0.5 shows less pharmacological activity (Goel, Singh, Lagunin, & Poroikov, 2011; Khurana, Ishar, Gajbhiye, & Goel, 2011) .
| Drug-likeness calculation and prediction of biological activity
The targeted compounds were assessed for their drug-likeness characteristics based on the Lipinski rule of five and were also assessed for potential bioactivity by calculating their activity scores as GPCR ligands, ion channel modulators, kinase inhibitors, nuclear receptor inhibitors, and enzyme inhibitors. All the parameters were checked with the aid of the software Molinspiration (www.molin spira tion.com) (Verma, 2012) . Calculated drug-likeness scores of
F I G U R E 1 Structures of all (nine) selected phytoconstituents
each compound were compared with the specific activity of each compound and were compared with the standard drug (silymarin).
| Statistical analysis
Data were expressed as mean ± SEM (Standard error of the mean) of five animals. For statistical analysis, analysis of variance (ANOVA) was followed by post hoc Dunnett's test for multiple comparisons.
The outcomes were considered to be significant at the p < .05 level.
The statistical analysis was carried out using either the statistical software package for social science (SPSS, version 20.0, IBM Corporation), Prism version 7.0a (GraphPad Software Inc.), or Microsoft ® Excel.
| RE SULTS
| Acute toxicity studies
All the extracts and fractions of the plant T. crispa did not cause any mortality up to 2000 mg/kg dose level. Therefore, 100, 200, and 400 mg/kg doses were selected for further experiments.
| Antipyretic test
Statistical analysis revealed that both the methanol extract and subfractions of T. crispa showed significant antipyretic activity. METC and PEFTC showed significant results at 2, 3, and 4 hr, using a 400 mg/kg dose. On the other hand, NHFTC exhibited extremely significant results at all time points using the 400 mg/kg dose. The inhibition was dose-dependent. The effect of the extract and fractions on the rectal temperature in mice is presented in Table 1 .
| In vivo hepatoprotective activity
| Effect of METC on the measurement of serum biochemical parameters
The hepatoprotective effects of METC on serum biochemical parameters in CCl 4 -intoxicated rats are shown in Table 2 . Rats treated with CCl 4 (group II) showed a significant increase in serum SGPT, SGOT, ALP, and total bilirubin levels compared to control animals (group I). Pretreatment with METC at 100, 200, and 400 mg/kg for 7 days (groups IV, V, and VI) showed significant hepatoprotection in terms of serum SGPT, SGOT, ALP, and total bilirubin levels compared to the positive control group (group II), with highest administered doses achieving reductions comparable to those of the standard drug (silymarin).
| Effect of METC on MDA and SOD levels
Lipid peroxidation was increased in the toxic control group, as revealed by elevated MDA levels when compared with the normal control group. Pretreatment with METC at 100, 200, and 400 mg/ kg significantly decreased the MDA levels, which were almost similar to those of rats receiving the standard drug silymarin. Levels of the antioxidant enzyme, SOD, were increased considerably in METC treated groups. The extract, at a dose of 400 mg/kg, demonstrated maximum hepatoprotection, as shown in Table 2 .
| In silico PASS prediction
Nine compounds previously isolated from the plant, namely cycloeucalenol, genkwanin, makisterone C, secoisolariciresinol, syringin, tinocrisposide A, borapetoside B, rumphioside B, and rumphioside C were analyzed by the PASS program for their hepatoprotective effects. The results obtained by the PASS prediction are shown in Table 3 .
| Drug-likeness calculation based on Lipinski's rule of five
With the help of Molinspiration software, we calculated different properties of the target compounds. The compounds showed different drug-likeness scores and were compared with the standard drug silymarin. The results are shown in Table 4 .
| Prediction of biological activity
Eight selected compounds of the plant T. crispa were subject to biological activity calculations with the help of Molinspiration software and compared with standard drug silymarin. The results are shown in Table 5 .
| D ISCUSS I ON
This study reveals the antipyretic effects of both METC and its subfractions, and discloses the hepatoprotective activity of METC and in silico hepatoprotective activity evaluation of T. crispa. (Rawlins & Postgrad, 1973) . In rodents, the subcutaneous administration of cell wall products of Saccharomyces cerevisiae act as exogenous pyrogens, stimulating immune cells such as lymphocytes and macrophages. As a result, endogenous pyrogens are produced in the form of cytokines, which reach the hypothalamus through the circulation and elicit a change in body temperature (Miller, 2000) .
Subcutaneous injection of Brewer
The administration of METC and its subfractions (PEFTC, NHFTC, CFTC) significantly decreased the rectal temperature of treated mice. This reduction in temperature may be due to the presence of pharmacologically active constituents in T. crispa, which interfere with the synthesis of prostaglandin. However, diverse biochemical events occur during the biosynthesis of prostaglandins and further work is necessary to determine the exact point in the biosynthetic pathway whereby the extract exerts its antipyretic effects.
The liver is mainly associated with the detoxification of different toxic chemicals and drugs, including most possible xenobiotics which are toxic in nature. CCl 4 is a potent hepatotoxin and widely used in animal models for the assessment of hepatoprotective activity of various chemicals. Hepatic damage inflicted by CCl 4 resembles the pathology of viral hepatitis (Ravikumar & Gnanadesigan, 2012; Shim et al., 2010 TA B L E 3 PASS prediction of cycloeucalenol, genkwanin, makisterone C, secoisolariciresinol, syringin, tinocrisposide A, borapetoside B, rumphioside B, rumphioside C for hepatoprotective activity Based on the known activities of silymarin, including inhibition of proteases and kinases, we compared the selected compounds for comparable hepatoprotective activity. An increase in score signifies enhanced inhibition properties (Lalitha & Sivakamasundari, 2010) .
All compounds, except genkwanin, showed better inhibition of these enzymes compared to the standard silymarin, with cycloeucalenol exhibiting the best antihepatotoxic activity.
Importantly, as aforementioned, previous work has suggested that T. crispa may be hepatotoxic and therefore that consuming the stem juice of T. crispa could elevate the chance of liver toxicity (Langrand et al., 2014; Denis et al., 2007) . This could result from the presence of intrinsic hepatotoxins or via metabolism to toxic entities.
Conversely, in our experiments, PASS prediction and in silico analysis suggested that certain compounds from T. crispa may possess hepatoprotective properties. This is in alignment with previous research on such compounds, including cycloeucalenol, which are known for their hepatoprotective effects (Ismail & Choudhary, 2016) . Moreover, syringin also exhibited hepatoprotective activities by demonstrating protection against LPS/D-GalN-induced FHF, thus inhibiting apoptosis of hepatic cells, and alleviating liver injury (Gong et al., 2014) .
| CON CLUS ION
The methanol extract of T. crispa and its subfractions were investigated for in vivo antipyretic and hepatoprotective activities, while some known phytoconstituents were screened in silico. Our investigations showed that the methanol extract and its subfractions exerted significant antipyretic effects and that the methanol extract possessed potential hepatoprotective effects against CCl 4 -induced toxicity in Wistar rats. Moreover, from the PASS prediction and in silico studies, it is likely that some of the screened compounds may be responsible for the observed hepatoprotective activity. Tinospora crispa and its extracts thus represent an interesting paradox, having the potential to exhibit hepatotoxic or hepatoprotective properties, and warrants further study. 
ACK N OWLED G M ENTS
CO N FLI C T O F I NTE R E S T
The authors declare that they have no competing interests.
AUTH O R CO NTR I B UTI O N S
All the authors have accepted responsibility for the entire content of this submitted manuscript and approved the submission. Authors AR and SA collected the plant sample and prepared the extracts and fractions. AR, SA, MAI, AH, SMNU, MMNU, MKH, AP, and TBE carried out the study design, performed the experiments, data collection, data interpretation, manuscript preparation, statistical analysis.
Authors SMNU, MMNU, MKH, and TBE designed and planned the studies and supervised the experiments.
E TH I C A L A PPROVA L
The authors declare that there is no conflict of interest regarding the publication of this article. This study does not involve any human testing. The research described herein was performed on Swiss albino mice and albino Wistar rats of either sex. This study was per- 
